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A B S T R A C T
Adaptation to increasing temperatures may enable species to mitigate the long-term impacts of climate change.
Sea turtles have temperature dependent sex determination (TSD) and variation in the thermal reaction norm,
which influences offspring sex ratio, has been suggested as a potential adaptive mechanism to rising global
temperatures. Here, we investigate the sex ratio of green turtle Chelonia mydas offspring from nests on beaches
with notable differences in their thermal properties, to look for evidence of localised adaptation. We compared
pivotal temperatures and hatch success in both the laboratory and in situ using eggs laid on two nesting beaches
(dark vs. pale sand) at Ascension Island that represent the extremes of the range of incubation temperatures
experienced by this population. We found no effect of beach of origin on pivotal temperatures, hatch success, or
hatchling size in the laboratory or the wild. This suggests that turtles from the same rookery are not locally
adapted to different thermal conditions experienced during incubation. Under predicted climate change sce-
narios, this will result in reduced hatch success and an increased proportion of female offspring unless temporal
or spatial range shifts occur.
1. Introduction
Clear patterns of spatiotemporal shifts in biotic and abiotic trends
have unequivocally been associated with a response to climate change
(Laloë et al., 2014; Parmesan and Yohe, 2003; Rosenzweig et al., 2008),
as species are forced to adapt, disperse or disappear (Parmesan, 2006).
Broad scale responses include changes in phenologies (Scheffers et al.,
2016), distributions (Poloczanska et al., 2013) and trophic mismatches
(Edwards and Richardson, 2004). Species that exhibit temperature de-
pendent sex determination (TSD) are sensitive to climatic variation
(Refsnider and Janzen, 2016) and there are concerns that increasingly
imbalanced sex ratios may affect the long term viability of some po-
pulations (Laloë et al., 2016; Nelson et al., 2004). Plasticity in the
thermal reaction norm, which influences offspring development and
sex, has been suggested as one mechanism that may allow adaptation to
changing climatic conditions (Refsnider and Janzen, 2016). For in-
stance, painted turtles (Chrysemys picta) inhabit a wide geographic area
and are thought to exhibit some degree of heritability in pivotal tem-
perature (Refsnider and Janzen, 2016). Marine turtles have inhabited
the oceans for the last 100 million years (Naro-Maciel et al., 2008) and,
as such, have had to contend with climate change over evolutionary
timescales. So far, sea turtles have been shown to respond to climate
change by changing the phenology of nesting (Weishampel et al.,
2010), which may ensure clutches incubate under conditions within
their thermal norm. Although not yet documented as a response to
climate change, plasticity in nest site selection has also been observed
with some lizards actively selecting nest sites with specific thermal
conditions (Doody et al., 2006; Warner and Shine, 2008). In the short
term, this behavioural plasticity may mitigate changes in thermal
conditions, which, combined with restricted maternal gene flow
through natal philopatry, could create the conditions that lead to lo-
calised adaptation. For instance loggerhead turtles (Caretta caretta) at
the northern extreme of their range produce near balanced offspring sex
ratios (Hawkes et al., 2007), but green turtles (Chelonia mydas) show a
marked contrast in offspring sex ratio from the northern to southern
end of the Australian Great Barrier Reef, likely as a result of differing
incubation temperatures (Jensen et al., 2018).
1.1. Pivotal temperature and transitional range of temperature
For marine turtles, thermal tolerance limits (beyond which em-
bryonic development and hatching is unlikely to occur) are thought to
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range between 25 °C and 35 °C (Howard et al., 2014), with a greater
proportion of females produced at temperatures above the pivotal
temperature, at which an equal proportion of males and females are
produced. Although many nesting populations are yet to be assessed,
pivotal temperatures for green turtles appear to be relatively consistent
across the species range, and typically estimated to be between 28.5 -
30 °C (laboratory data: 28.75 °C–29.5 °C Godfrey and Mrosovsky, 2006;
Mrosovsky et al., 1984; Stubbs and Mitchell, 2018; Xia et al., 2011; field
data: 27.6 °C–30.3 °C Broderick et al., 2000; Candan and Kolankaya,
2016; Godley et al., 2002; Kaska et al., 1998; King et al., 2013; Limpus,
2008; Patrício et al., 2017; Spotila et al., 1987). The transitional range
of temperature (TRT), during which a mixed proportion of offspring is
produced (Mrosovsky and Pieau, 1991), has been found to span the
pivotal by ≈1 °C to 5 °C (Godfrey and Mrosovsky, 2006; Hulin et al.,
2009). Furthermore, the TRT can be used to infer resilience in a po-
pulation, as with greater ranges in temperature during which a mixed
sex brood can be produced, there is more potential to respond to the
changing thermal conditions and increase the chances of producing the
rarer sex (Hulin et al., 2009). It is important to note that the concepts of
pivotal temperature and TRT were originally defined for constant in-
cubation temperature conditions (Mrosovsky and Pieau, 1991; Yntema
and Mrosovsky, 1982), but are sometimes used to infer sex ratios for
field conditions (Hulin et al., 2009). Therefore, comparison between
field and laboratory data need to be treated with caution as they are not
necessarily determined using the same methods and fluctuations in
thermal regimes in the field may influence results (Bull, 1985; Stubbs
et al., 2014).
1.2. Population growth, philopatry and thermal adaptation
The lack of parental care in many reptiles means that maternal in-
vestment of resources in eggs and abiotic properties of the nest en-
vironment are the dominant external influences on embryonic devel-
opment (Deeming and Ferguson, 1988; Lolavar and Wyneken, 2017;
Mitchell et al., 2015; Nelson et al., 2010). Various theories have been
proposed to explain the occurrence of TSD in reptiles (Shine, 1999); one
theory is that TSD may confer maternal fitness advantages by enabling
the sexual differentiation of embryos best suited to the thermal condi-
tions; combined with philopatry, adaptive fitness may be further en-
hanced (Shine, 1999). It has been suggested that fine scale philopatry
can confer an adaptive advantage both for males and females, as it
maintains genetic diversity and facilitates the retention of locally
adapted genetic polymorphism (Stiebens et al., 2013). For example, at
Ascension Island, Weber et al. (2012) found that success of green turtle
eggs, incubated under constant laboratory conditions, differed with
beach of origin and hypothesised that philopatry combined with con-
trasting thermal regimes among nesting beaches may have facilitated
local adaptation to specific beach conditions (Weber et al., 2012).
We hypothesise that turtles are adapted to the local conditions of their
beach of origin, and therefore maternal output would be optimised to the
incubation conditions leading to variation in the thermal reaction norm
that influences offspring sex ratios. To investigate this, we build on Weber
et al. (2012), and use laboratory conditions to assess how eggs from dif-
fering thermal backgrounds, due to female philopatry to beaches of con-
trasting physical characteristics, perform under controlled thermal condi-
tions. We then compare the output from in-situ clutches in the field to
investigate how the pivotal temperature of green turtles at Ascension Is-
land may vary between beaches and among females which can provide an
insight into mechanisms for adaptation to climate change.
2. Materials and methods
2.1. Study site and species
Ascension Island (14°20′ W, 7°55′ S) is a volcanic island situated
midway between the African and South American continents and home
to one of the largest green turtle rookeries in the world (Broderick et al.,
2006; Weber et al., 2014). The study beaches, Long Beach (LB) and
North East Bay (NEB), collectively support over 55% of nesting activity
on the island and exhibit widely differing sand characteristics (LB: 46%
of nesting; pale, biogenic sand; NEB: 10% of nesting; dark grey volcanic
sand (Stancyk and Ross, 1978; Weber et al., 2014)). The different al-
bedos of these beaches means that sand temperature on NEB is con-
sistently ~2°C warmer than LB (Hays et al., 1995; Weber et al., 2012)
with conditions approaching the limit of known thermal tolerance. A
more detailed description of the study site is available from previous
publications (Broderick et al., 2001; Godley et al., 2001, 2002, Hays
et al., 1995, 1999; Mortimer and Carr, 1987; Weber et al., 2014).
Nesting at Ascension Island occurs from late December till June, with a
peak in nesting around mid-March.
2.2. Beach incubation
During the 2015 and 2016 nesting seasons, a total of 88 clutches
laid above the high tide line were selected at random across each study
beach (2015: LB n= 23, NEB n=21; 2016: LB n=23, NEB n=21). A
Tinytag Plus 2 data logger (models: TGP4017 and TGP4500; Gemini
Data Loggers Ltd., Chichester, UK) was placed in the centre of each
clutch during laying (after approximately 50 eggs were deposited) and
female curved carapace length (CCL notch to tip - Bolten, 1999) was
recorded. Once the turtle had finished covering the clutch, wooden
stakes were positioned around the nest to prevent it being destroyed by
other nesting turtles and GPS location recorded. After 40 (NEB) or 50
(LB) days of incubation, to encompass minimum previously recorded
incubation duration for each beach (Godley et al., 2002), a wooden
corral (ESM 1 - Fig. S1) was placed on the surface of the sand above the
clutch and checked daily at first light to monitor for hatching. A
random sample of hatchlings (n=10 per clutch) was collected from
each hatched nest for measurement and histological sexing and the
remainder released the following night. After hatching, nests were ex-
cavated and all contents were removed and classified as hatched or
unhatched eggs. Unhatched eggs were opened to determine develop-
ment stage as either early term embryo (embryo smaller than residual
yolk) or late term embryo (embryo larger than residual yolk). Hatch
success was defined as the number of hatched eggs divided by the
clutch size (Miller, 1999).
2.3. Laboratory incubation
2.3.1. Incubation set up
For the duration of this study four sets of incubation experiments
were carried out using the following design. In 2015, two sets of in-
cubation experiments using eight incubation temperatures ranging
from 26 °C to 33 °C at 1 °C increments was carried out (except 26 °C
where n=1 replicate; time constraints precluded a second round of
incubation at that temperature). In 2016, two sets of incubation ex-
periments using a restricted range of three temperatures from 29 °C to
31 °C was carried out, with three replicates of each temperature.
All incubations were carried out in custom-made forced air in-
cubators (ESM1 - Fig. S2), set at different constant temperatures. Each
incubator contained two boxes filled with humidified vermiculite
(water:vermiculite ratio 1.7:1, -̴50 kPa, Booth, 2004). Temperature was
recorded using a Tinytag Plus 2 data logger at 30min intervals. Prior to
and after each season, each temperature datalogger was checked
against a calibrated datalogger in a constant temperature room to verify
accuracy and precision of readings. Any data logger varying by>0.3 °C
was excluded from the study.
A total of 528 eggs were sampled from 40 clutches over two nesting
seasons, as follows. During the 2015 nesting season, 16 clutches were
sampled (8 from LB and 8 from NEB) and eight eggs taken from each
clutch at the point of laying. One egg from each study clutch was placed
into each of the eight incubators (n= 1 egg/clutch/beach/temperature
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treatment); note for replicate 2, only seven eggs per clutch were col-
lected as only seven temperature treatments were used; total of 240
eggs collected and incubated in 2015. During the 2016 nesting season,
24 clutches were sampled (12 from LB and 12 from NEB) and 12 eggs
taken from each clutch at the point of laying. Four eggs from each study
clutch were placed into each of the three temperature treatments (n= 4
eggs/clutch/beach/temperature treatment); total of 288 eggs collected
and incubated in 2016.
2.3.2. Sample collection and management
In the field, eggs from each clutch were placed in labelled sample
bags within an insulated box and transported back to the laboratory.
They were brushed free of sand and organic material, patted dry and
weighed to the nearest 0.01 g (PGW 4502e Adam Scales, d= 0.01 g).
Each egg was randomly allocated to a box within an incubator. Eggs
from each beach were distributed around the edge of each box and
labelled with a pencil. The central position in each box was reserved for
the data logger and thermostat or thermometer probe (Fig. S3A&3B).
Eggs were buried in the vermiculite to two thirds of their height, to
avoid desiccation whilst enabling them to be monitored for fungal or
bacterial growth. Placement in the incubator occurred within six hours
of oviposition. Incubators were checked daily to ensure the temperature
was adequate, opened to allow for ventilation, and to monitor the
condition of the incubating eggs. From 40 days (or first sign of pipping)
onwards, separators were placed between the eggs to isolate any
hatchlings that emerged and inspected at up to four-hour intervals to
monitor signs of hatchling emergence.
2.4. Sexing
All laboratory incubated hatchlings and ten hatchlings from each in
situ study clutch were weighed to the nearest 0.01 g (PGW 4502e Adam
Scales, d= 0.01 g) and measured (SCL: straight carapace length in mm)
to the nearest 0.1 mm with electronic callipers (Digitronics Caliper,
Polycal Series). Hatchlings were then euthanised using a modified
version of Work and Balazs (2013) and dissected to excise the adrenal-
kidney-gonad (AKG) complex and the yolk residue, with the latter
weighed to the nearest 0.01 g. The AKG was fixed in 10% formalin for a
minimum of 48 h, dehydrated in a series of alcohol baths and cleared in
xylene, before embedding in paraffin wax, sectioning (at 3 to 10 μm;
Shandon Finesse 325 microtome; blade: MX35 ultra, 34°, 80mm) and
staining. Sex was then determined using histological criteria by ex-
amining the sections under a light microscope. Male gonads were dis-
tinguished by a thin smooth cortex and the presence of immature
seminiferous tubules in the medulla whereas female gonads exhibited a
thickened and infolded cortex with a fairly homogenous medulla
(Godfrey et al., 1999; Godfrey and Mrosovsky, 2006; Miller and Limpus,
2002; Yntema and Mrosovsky, 1980). If no sex could be determined,
further sections and staining were carried out until a clear readable
slide was obtained. Slides were read independently by two researchers
and if they did not agree the slides were read again or the gonad re-
processed until a consistent result was obtained.
2.5. Statistical analysis
For in situ clutches, clutch sex ratio was evaluated at a clutch level
(proportion female) using a binomial (logit link) generalised linear
mixed model (GLMM) with incubation temperature during the ther-
mosensitive period (TSP), beach of origin as a fixed effect with a
random effect of female identity, starting with the temperature*beach
interaction.
For the laboratory analysis, a generalised linear mixed model
(GLMM) with a binomial error structure (logit link) was carried out to
assess the importance of temperature (mean middle third of incuba-
tion), beach of origin (LB or NEB), adult female size (CCL), replicate
(e.g. season 1 replicate 1), with female identity as random effect, as
predictors of offspring sex, starting with a temperature*beach interac-
tion effect.
The pivotal temperature and transitional range of temperatures for
each beach were determined separately, and for the combined dataset,
using function tsd in R package ‘embryogrowth’ (Girondot, 2016). The
sex-temperature curves and associated field pivotal and field transi-
tional range of temperatures for in situ conditions were then produced
using this same approach.
Pivotal temperature is defined for constant incubation conditions,
but the term is also erroneously used for field conditions to describe
the mean temperature during the middle third of incubation that
produces a 1:1 sex ratio. Given that this term is widely used in the
literature, we clarify it by determining the field pivotal temperature
as the time weighted temperature during the thermosensitive period
for each clutch, and use these data as constant temperature equiva-
lent combined with histology data to produce a temperature-sex
curve and infer field pivotal temperature and the range of tempera-
tures producing mixed sex clutches. This analysis is carried out using
package ‘embryogrowth’ (Girondot et al., 2018), following metho-
dology described by Girondot et al., 2018; Girondot and Kaska, 2014;
Monsinjon et al., 2017.
For the laboratory study, hatch success was analysed at the egg level
(hatched/unhatched) using a generalised linear mixed model (GLMM)
with a binomial error structure (logit link) assessing the impact of
temperature and beach of origin, starting with the interaction between
these, with female identity as a random effect. For in situ clutches, hatch
success was analysed at a clutch level (number of hatched eggs, number
of eggs not hatched) using a binomial generalised linear mixed model
(GLMM) with mean incubation temperature, beach of origin, and nest
depth as a fixed effect with a random effect of female identity. Post hoc
analysis of hatch success and mean incubation temperatures between
beaches was evaluated with a Wilcoxon test for non-normal distribu-
tion.
For both the laboratory analysis and in situ clutches, we carried out
a linear mixed model (LMER) to assess the importance of incubation
temperature, beach of origin and sex on hatchling size (Straight
Carapace Length), starting with the interaction between temperature
and beach of origin.
Models were evaluated using information theoretic model selection,
implemented with package ‘MuMIn’ (Bartoń, 2018), ranked by AIC
value, and graphically checked for the relative importance of terms. All
analyses were carried out in R version 3.4.1 (R Core Team, 2017).
3. Results
3.1. Beach incubation
For clutches incubated in situ from which we sampled hatchlings for
sexing (n=26 clutches; LB=12, NEB=14), we obtained a best fit
model suggesting a field pivotal temperature of 28.9 °C with a mixed
proportion of sexes occurring between 27.1 °C and 30.6 °C for both LB
and NEB combined (Fig. 1 - A). Note, we could not fit the model for
individual beaches as no NEB nests sampled produced male hatchlings.
The result of the GLMM indicates a significant effect of temperature
(χ2(1): 24.6, p < 0.001), but no temperature*beach interaction (χ2(1): 0,
p=0.99) or beach effect (χ2(1): 0.8, p=0.4).
In situ clutches had a mean hatch success of 81% (SD 17%, n=72
clutches), with clutches on LB having significantly higher success than
nests on NEB (W=1199, p < 0.001; LB: 91%, SD=7%, n= 37, NEB:
71%, SD=18%, n=35) (Fig. 2 - A), but also experiencing significantly
cooler incubation temperatures (mean temperature: W=77.5,
p < 0.001; LB: 31 °C, SD=0.6 °C, n= 37, NEB: 33 °C, SD=0.9 °C,
n=35). The effect of temperature (χ2(1): 4.92, p=0.03) and beach
(χ2(1): 5.88, p=0.02) had a significant negative impact on hatch success
(Fig. 2-A). There was however no effect of mean incubation tempera-
ture*beach interaction (χ2(1): 1.74, p=0.18).
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Further analysis of nest content revealed that late stage arrest is
more common in clutches incubated on NEB (W=223.5, p < 0.001;
LB: 3.6 embryos, SD=6.1, n= 37 clutches, NEB: 20.9 embryos,
SD=24.1, n= 34 clutches).
Temperature had a negative effect on hatchling size (χ2(1): 8.62,
p < 0.005), with no effect of beach of origin (χ2(1): 0.1, p=0.75), sex
(χ2(1): 0.25, p=0.61), or mean incubation temperature*beach interac-
tion (χ2(1): 0.01, p=0.9) (Fig. 3 - A).
3.2. Laboratory incubation
In our laboratory incubated eggs, multi model inference determined
that there was no statistical significance for the interaction between
beach and temperature (χ2(1): 0.29, p=0.56), group (χ2(3): 3.88,
p=0.27), beach of origin (χ2(1): 0.03, p=0.85), or female size (χ2(1):
4.37, p=0.04) on offspring sex (ESM2 - Table S1, S2) (Johnson, 2013),
however there was a significant effect of incubation temperature (χ2(1):
132.0, p < 0.001).
From our laboratory study we estimate the pivotal temperature to
be 29.75 °C [TRT 27.45 °C – 32.07 °C] and 29.74 °C [TRT 26.97 °C –
Fig. 1. Proportion of females obtained from eggs in relation to incubation
temperature in field (A) and laboratory (B) conditions. A - Beach: Proportion of
females obtained in clutches on LB (open circles) and NEB (full diamonds) in
relation to mean middle third of incubation temperature. The trend line is a
binomial generalised linear model regression, where data were not split be-
tween beaches for lack of males in sampled nests on NEB. Dotted lines indicate
temperature at which equal sex ratio is obtained (field pivotal temperature). B
-Laboratory: Proportion of females in relation to mean incubation temperature
binned by 1° increments for LB eggs (white fill, solid trend line) and NEB eggs
(black fill, dashed trend line). The trend lines are based on a binomial gen-
eralised linear model. Dotted line indicates pivotal temperature, at which ba-
lanced sex ratio is obtained.
Fig. 2. Hatching success for eggs in relation to incubation temperature in field
(A) and laboratory (B) conditions. A - Beach - Proportion of LB (open circles,
full black line) and NEB (full diamonds, dashed line) eggs hatched in relation to
mean incubation temperature. Dotted line is the combined hatching success, fit
with a binomial general linear model. Trend lines start at coldest and end at the
hottest recorded temperature, rounded to the closest full °C, on each beach (LB:
29.5 °C–32 °C, NEB: 31 °C–36 °C). B - Laboratory - Proportion of LB (white bar,
solid trend line) and NEB (black bar, dashed trend line) eggs hatched in relation
to mean incubation temperature. Data are binned in 1° increments, fit with a
binomial general linear model.
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32.51 °C] for LB and NEB respectively (ESM2 - Table S3 for data; model
output). Contrary to our hypothesis, there was no significant difference
in pivotal temperatures between beaches, but NEB data suggest a wider
transitional range of temperature. Thus, we fitted the data in a single
model without differentiating between beach of origin to obtain a pi-
votal temperature of 29.75 °C [TRT 27.20 °C – 32.29 °C] for this popu-
lation (AICc accounting for beach=414.40, AICc excluding
beach=410.93).
Previous laboratory based studies suggest that, as a result of eva-
porative cooling, the core egg temperature is between 0.25 °C and 0.5 °C
cooler than the air, thus a correction factor approximating to the mean
difference of 0.4 °C was applied (Mrosovsky et al., 2009), and we ob-
tained a corrected pivotal temperature of 29.35 °C [TRT 26.8 °C –
31.89 °C] (Fig. 1 - B).
Mean incubation temperature had a significant negative effect on
hatching success (GLM, χ2(1521): 59.6, p < 0.001). Neither beach of
origin (GLM, χ2(1520): 1.4, p= 0.24) nor the interaction between beach *
temperature (GLM, χ2(1521): 0.48, p= 0.49) had any effect (Fig. 2 - B).
Temperature was found to have a negative effect on hatchling size
(χ2(1): 70.9, p < 0.001), but with no effect of beach of origin (χ2(1): 2.76,
p=0.1), sex (χ2(1): 0.57, p=0.45), or mean incubation temperature*-
beach interaction (χ2(1): 2.8, p=0.1) (Fig. 3 - B).
4. Discussion
4.1. Key findings
In this study we tested whether variation in pivotal temperatures in
green turtles may provide a mechanism for adaptation to predicted
rising temperatures. Comparing the pivotal temperatures obtained in
laboratory condition for eggs from two beaches with different thermal
conditions, we find them to be consistent between beaches, with some
variation in the transitional range of temperature. All differences in
offspring sex, size and hatching success of clutches recorded between
the two beaches were a result of incubation temperature.
4.2. Context
Over the last 150 years, or 3 to 5 sea turtle generations (Seminoff,
2004), temperatures have progressively risen (Hays et al., 2003). The
lack of difference in pivotal temperature that we recorded between the
nesting beaches suggests adaptation to specific nesting beaches does not
occur or that gene flow through paternal influence or maternal ex-
ploratory behaviour between the distinct nesting aggregations masks
the specific long term adaptation. If there is a lack of natural plasticity
in pivotal temperatures between greatly differing thermal environ-
ments, it may be more difficult for long lived species with extended
generation times to deal with the rapid pace of contemporary climate
change, as overall fewer males will be produced. The short geographic
separation (≈7 km straight line distance) between the beaches in our
study may not lead to selective pressure on adaptation of pivotal tem-
peratures as there is still a production of males from nearby beaches.
Thus, we may expect isolated rookeries to be more labile as presumably
increasing the production of the rarer sex would provide fitness benefits
to the population. Recent studies suggest that differing thermal condi-
tions in nesting grounds at the extremes of the Great Barrier Reef
(Jensen et al., 2018) and in Malaysia through the use of shading in
hatcheries (Jensen et al., 2016) are responsible for the different ob-
served sex ratios on foraging grounds. Similarly, divergence in logger-
head populations using thermally distinct conditions in the Mediterra-
nean has not led to any specific adaptation to local conditions
(Monsinjon et al., 2017). However it must be noted that male mediated
gene flow has been shown to occur at ocean basin level (Roberts et al.,
2004), and therefore selection of pivotal temperature may not be re-
quired, as males may prove to be less philopatric.
In the absence of any pre-existing genetic adaptation, turtles may
need to respond to rapid climate change through range shifts, altered
phenology, or nest site selection, although the former will be proble-
matic for populations using isolated rookeries such as Ascension Island.
It is the plasticity of each individual which in the long run may confer
the adaptive potential of the population (capturing this among female
variation would require sampling full clutches of multiple females
which would be ethically questionable and logistically challenging).
Sea turtles inhabit all major temperate oceans, with different nesting
Fig. 3. Straight carapace length of offspring in relation to different incubation
temperatures in field (A) and laboratory (B) conditions. A - Beach - Straight
Carapace Length (SCL) in mm of hatchlings from LB (n= 120 offspring, 12
clutches; open circles, full black line) and NEB (n=128 offspring, 13 clutches;
full diamonds, dashed line) in relation to mean incubation temperature. Trend
lines start at coldest and end at the hottest recorded temperature, rounded to
the closest full °C, on each beach (LB: 29.5 °C – 32 °C, NEB: 31 °C - 36 °C). B -
Laboratory - Straight Carapace Length (SCL) in mm of hatchlings from LB
(n=188; open circles, full black line) and NEB (n=201; full diamonds, da-
shed line) in relation to mean incubation temperature.
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aggregations found along vast geographic areas, and varied biotic and
abiotic conditions (e.g. different thermal conditions, rainfall and vege-
tation levels between Florida, Ascension, Poilão, and the Eastern
Mediterranean) thus it would be surprising if each rookery responded in
the same manner and exhibited the same thermal tolerances.
Ectotherms are highly sensitive to thermal conditions and respond
to changes in different ways; for instance brown anoles (Anolis sagrei)
(Logan et al., 2018) and snow skinks (Niveoscincus species) (Caldwell
et al., 2017) show strong phenotypic plasticity as an immediate re-
sponse to changing thermal conditions. However the long term re-
sponse in anoles is slow, meaning that they may not be able to keep up
with the rate at which climate change is occurring (Logan et al., 2018),
but the skinks may be showing signs of adaptive evolution (Caldwell
et al., 2017). In contrast, Pleurodema thaul, a south American frog, ex-
hibits a behavioural change to contend with thermal variation (Barria
and Bacigalupe, 2017), and the Andean toad (Rhinella spinulosa)
showed little response, and generally coped with a wide variation in
temperatures (Riquelme et al., 2016). Conversely Asian sea bass (Lates
calcarifer) exhibit underlying molecular adaptation to cooler tempera-
tures (Newton et al., 2013). Sessile species, such as larch (Larix gmelinii)
may face more pressures as spatial displacement is not possible for
established individuals, leading to interesting situations where the trees
are adapted to their local provenance, but acclimatise to current con-
ditions (Xiankui and Chuankuan, 2018).
Thus it is clear that there is not a single response to increasing
temperatures, and understanding the mechanisms driving the selection
is complex; whether sea turtles truly adapt to climate change is yet to be
conclusively determined, and whether they can on such a rapid scale is
debatable.
5. Conclusion
Our findings for the laboratory data are consistent with pivotal
temperatures obtained from other green turtle rookeries using similar
methodology (e.g. Suriname 29.2 °C (Godfrey and Mrosovsky, 2006),
China 29 °C (Xia et al., 2011)). Field pivotal temperature for in-situ
clutches was also consistent with what was previously found for As-
cension (28.8 °C - Godley et al., 2002) nearly two decades earlier and
may show slight variation from other sites (e.g. Poilão, Guinea Bissau
29.4 °C (Patrício et al., 2017), Heron Island, Australia< 28.7 °C
(Limpus et al., 1983)).
Contrary to our hypothesis, and the findings of Weber et al. (2012) that
suggested there may be a genetic basis to heat tolerance of turtles nesting
on NEB, we found no evidence of fine scale adaptation to thermal con-
ditions. We do however find reduced hatch success at higher temperatures
which suggests that increasing temperatures will have a detrimental im-
pact on overall hatchling production in addition to skewing the already
very highly female bias, as has been previously suggested (Broderick et al.,
2001; Hawkes et al., 2007; Hays et al., 2017; Kobayashi et al., 2017).
Therefore to contend with increasing temperatures, turtles on Ascension
may need to shift spatially or temporally.
Ethics
Research was carried out under Ascension Island Government
Conservation Department Research Permits #ERP-2014-11, #ERP-
2015-17, and in accordance with the University of Exeter CLES Ethics
Committee # 2015/890.
Data
Data are stored in the Ascension Island Government Conservation
Department database. Data are available on figshare, under embargo
until publication. Beach data: https://figshare.com/s/
dc16fbd027a59560ce1d; Lab data: https://figshare.com/s/
24788e81a4140547b38b.
Competing interests
The authors declare that the research was carried out without any
competing interests.
Authors contributions
ACB, BJG and SW conceived the study and were awarded a NERC
icase studentship. DT conducted the field work with assistance and/or
guidance from all co-authors. DT led the data analysis and writing of
the manuscript with assistance from all co-authors.
Funding
This research was funded by a Natural Environment Research
Council icase studentship [NE/L009501/1] between the University of
Exeter and the Ascension Island Government Conservation Department.
Acknowledgments
The authors would like to thank the Natural Environment Research
Council (NERC), Ascension Island Government Conservation
Department, the Marine Turtle Interns 2015 & 2016, Gemini
Dataloggers, and the Darwin Initiative. We thank Kimberley Stokes,
Emma Nolan, and Matthew Godfrey for advice on histology procedures.
We thank Kristian Metcalfe and ALan Rees for useful comments and
suggestions improving this manuscript.
Appendix A. Supplementary data
Supplementary data to this article can be found online at https://
doi.org/10.1016/j.jembe.2019.04.001.
References
Barria, A.M., Bacigalupe, L.D., 2017. Intraspecific geographic variation in thermal limits
and acclimatory capacity in a wide distributed endemic frog. J. Therm. Biol. 69,
254–260. https://doi.org/10.1016/j.jtherbio.2017.08.010.
Bartoń, K., 2018. Multi-Model Inference. https://cran.r-project.org/web/packages/
MuMIn/MuMIn.pdf.
Bolten, A.B., 1999. Techniques for measuring sea turtles. In: Eckert, K.L., Bjorndal, K.A.,
Abreu-Grobois, F.A., Donnelly, M. (Eds.), Research and Managment Techniques for
the Conservation of Sea Turtles. IUCN/SSC Marine Turtle Specialist Group
Publication No. 4, pp. 110–115.
Booth, D.T., 2004. Artificial incubation. In: Deeming, D.C. (Ed.), Reptilian Incubation:
Environment, Evolution and Behaviour. Nottingham University Press, pp. 253–263.
Broderick, A.C., Godley, B., Reece, S., Downie, J., 2000. Incubation periods and sex ratios
of green turtles: highly female biased hatchling production in the eastern
Mediterranean. Mar. Ecol. Prog. Ser. 202, 273–281. https://doi.org/10.3354/
meps202273.
Broderick, A.C., Godley, B.J., Hays, G.C., 2001. Metabolic heating and the prediction of
sex ratios for green turtles (Chelonia mydas). Physiol. Biochem. Zool. 74, 161–170.
https://doi.org/10.1086/319661.
Broderick, A.C., Frauenstein, R., Glen, F., Hays, G.C., Jackson, A.L., Pelembe, T., Ruxton,
G.D., Godley, B.J., 2006. Are green turtles globally endangered? Glob. Ecol. Biogeogr.
15, 21–26. https://doi.org/10.1111/j.1466-822X.2006.00195.x.
Bull, J.J., 1985. Sex ratio and Nest temperature in turtles: comparing field and laboratory
data. Ecology 66, 1115–1122. https://doi.org/10.2307/1939163.
Caldwell, A.J., While, G.M., Wapstra, E., 2017. Plasticity of thermoregulatory behaviour
in response to the thermal environment by widespread and alpine reptile species.
Anim. Behav. 132, 217–227. https://doi.org/10.1016/j.anbehav.2017.07.025.
Candan, O., Kolankaya, D., 2016. Sex ratio of green turtle (Chelonia mydas) hatchlings at
Sugözü, Turkey: higher accuracy with pivotal incubation duration. Chelonian
Conserv. Biol. 15, 102–108. https://doi.org/10.2744/CCB-1132.1.
Deeming, D.C., Ferguson, M.W., 1988. Environmental regulation of sex determination in
reptiles. Philos. Trans. R. Soc. Lond. Ser. B Biol. Sci. 322, 19–39.
Doody, J.S., Guarino, E., Georges, A., Corey, B., Murray, G., Ewert, M., 2006. Nest site
choice compensates for climate effects on sex ratios in a lizard with environmental
sex determination. Evol. Ecol. 20, 307–330. https://doi.org/10.1007/s10682-006-
0003-2.
Edwards, M., Richardson, A.J., 2004. Impact of climate change on marine pelagic phe-
nology and trophic mismatch. Nature 430, 881–884. https://doi.org/10.1038/
nature02808.
Girondot, M., 2016. Package ‘Embryogrowth’: Tools to Analyze the Thermal Reaction
Norm of Embryo Growth. R package version 7.4.1.
D. Tilley, et al. Journal of Experimental Marine Biology and Ecology 514–515 (2019) 110–117
115
Girondot, M., Kaska, Y., 2014. A model to predict temperature dependency on embryo
growth rate and incubation duration from field data. J. Exp. Zool. Part A Ecol. Genet.
Physiol. 45, 96–102. https://doi.org/10.1016/j.jtherbio.2014.08.005.
Girondot, M., Monsinjon, J., Guillon, J.-M., 2018. Delimitation of the embryonic ther-
mosensitive period for sex determination using an embryo growth model reveals a
potential bias for sex ratio prediction in turtles. J. Therm. Biol. 73, 32–40. https://
doi.org/10.1016/j.jtherbio.2018.02.006.
Godfrey, M.H., Mrosovsky, N., 2006. Pivotal temperature for green sea turtles, Chelonia
mydas, nesting in Suriname. Herpetol. J. 16, 55–61.
Godfrey, M.H., D'Amato, A.F., Marcovaldi, M.Â., Mrosovsky, N., 1999. Pivotal tempera-
ture and predicted sex ratios for hatchling hawksbill turtles from Brazil. Can. J. Zool.
77, 1465–1473. https://doi.org/10.1139/z99-117.
Godley, B.J., Broderick, A.C., Hays, G.C., 2001. Nesting of green turtles (Chelonia mydas)
at Ascension Island, South Atlantic. Biol. Conserv. 97, 151–158. https://doi.org/10.
1016/S0006-3207(00)00107-5.
Godley, B., Broderick, A.C., Glen, F., Hays, G.C., 2002. Temperature-dependent sex de-
termination of Ascension Island green turtles. Mar. Ecol. Prog. Ser. 226, 115–124.
https://doi.org/10.3354/meps226115.
Hawkes, L.A., Broderick, A.C., Godfrey, M.H., Godley, B.J., 2007. Investigating the po-
tential impacts of climate change on a marine turtle population. Glob. Chang. Biol.
13, 1–10. https://doi.org/10.1111/j.1365-2486.2006.01320.x.
Hays, G.C., Adams, C.R., Mortimer, J.A., Speakman, J.R., 1995. Inter-and intra-beach
thermal variation for green turtle nests on Ascension Island, South Atlantic. J. Mar.
Biol. Assoc. U. K. 75, 405–411. https://doi.org/10.1007/s00404-006-0135-1.
Hays, G.C., Godley, B.J., Broderick, A.C., 1999. Long-term thermal conditions on the
nesting beaches of green turtles on Ascension Island. Mar. Ecol. Prog. Ser. 185,
297–299. https://doi.org/10.3354/meps185297.
Hays, G.C., Broderick, A.C., Glen, F., Godley, B.J., 2003. Climate change and sea turtles: a
150-year reconstruction of incubation temperatures at a major marine turtle rookery.
Glob. Chang. Biol. 9, 642–646. https://doi.org/10.1046/j.1365-2486.2003.00606.x.
Hays, G.C., Mazaris, A.D., Schofield, G., Laloë, J.-O., 2017. Population viability at ex-
treme sex-ratio skews produced by temperature-dependent sex determination. Proc.
R. Soc. B Biol. Sci. 284, 20162576. https://doi.org/10.1098/rspb.2016.2576.
Howard, R., Bell, I., Pike, D.A., 2014. Thermal tolerances of sea turtle embryos: current
understanding and future directions. Endanger. Species Res. 26, 75–86. https://doi.
org/10.3354/esr00636.
Hulin, V., Delmas, V., Girondot, M., Godfrey, M.H., Guillon, J.-M., 2009. Temperature-
dependent sex determination and global change: are some species at greater risk?
Oecologia 160, 493–506. https://doi.org/10.1007/s00442-009-1313-1.
Jensen, M.P., Pilcher, N., FitzSimmons, N.N., 2016. Genetic markers provide insight on
origins of immature green turtles Chelonia mydas with biased sex ratios at foraging
grounds in Sabah, Malaysia. Endanger. Species Res. 31, 191–201. https://doi.org/10.
3354/esr00763.
Jensen, M.P., Allen, C.D., Eguchi, T., Bell, I.P., LaCasella, E.L., Hilton, W.A., Hof, C.A.M.,
Dutton, P.H., 2018. Environmental warming and feminization of one of the Largest
Sea turtle populations in the world. Curr. Biol. 28, 154–159.e4. https://doi.org/10.
1016/j.cub.2017.11.057.
Johnson, V.E., 2013. Revised standards for statistical evidence. Proc. Natl. Acad. Sci. 110,
19313–19317. https://doi.org/10.1073/pnas.1313476110.
Kaska, Y., Downie, R., Tippett, R., Furness, R.W., 1998. Natural temperature regimes for
loggerhead and green turtle nests in the eastern Mediterranean. Can. J. Zool. 76,
723–729. https://doi.org/10.1139/z97-245.
King, R., Cheng, W.-H.H., Tseng, C.-T.T., Chen, H., Cheng, I.-J.J., 2013. Estimating the sex
ratio of green sea turtles (Chelonia mydas) in Taiwan by the nest temperature and
histological methods. J. Exp. Mar. Biol. Ecol. 445, 140–147. https://doi.org/10.
1016/j.jembe.2013.03.016.
Kobayashi, S., Wada, M., Fujimoto, R., Kumazawa, Y., Arai, K., Watanabe, G., Saito, T.,
2017. The effects of nest incubation temperature on embryos and hatchlings of the
loggerhead sea turtle: implications of sex difference for survival rates during early life
stages. J. Exp. Mar. Biol. Ecol. 486, 274–281. https://doi.org/10.1016/j.jembe.2016.
10.020.
Laloë, J.-O., Cozens, J., Renom, B., Taxonera, A., Hays, G.C., 2014. Effects of rising
temperature on the viability of an important sea turtle rookery. Nat. Clim. Chang. 4,
513–518. https://doi.org/10.1038/nclimate2236.
Laloë, J.-O., Esteban, N., Berkel, J., Hays, G.C., 2016. Sand temperatures for nesting sea
turtles in the Caribbean: implications for hatchling sex ratios in the face of climate
change. J. Exp. Mar. Biol. Ecol. 474, 92–99. https://doi.org/10.1016/j.jembe.2015.
09.015.
Limpus, C.J., 2008. Green turtle, Chelonia mydas. In: Fien, L. (Ed.), A Biological Review of
Australian Marine Turtle Species. 2. Qld Government. Environmental Protection
Agency, Brisbane, pp. 95.
Limpus, C.J., Reed, P.C., Miller, J.D., 1983. Islands and turtles. The influence of choice of
nesting beach on sex ratio. In: Baker, J.T., Carter, R.M., Sammarco, P.W., Stark, K.P.
(Eds.), Proceedings of the Inaugural Great Barrier Reef Conference. James Cook
University Press, Townsville, Queensland, pp. 397–402.
Logan, M.L., Curlis, J.D., Gilbert, A.L., Miles, D.B., Chung, A.K., McGlothlin, J.W., Cox,
R.M., 2018. Thermal physiology and thermoregulatory behaviour exhibit low herit-
ability despite genetic divergence between lizard populations. Proc. R. Soc. B Biol.
Sci. 285, 20180697. https://doi.org/10.1098/rspb.2018.0697.
Lolavar, A., Wyneken, J., 2017. Experimental assessment of the effects of moisture on
loggerhead sea turtle hatchling sex ratios. Zoology 123, 64–70. https://doi.org/10.
1016/j.zool.2017.06.007.
Miller, J.D., 1999. Determining clutch size and hatching success. In: Eckert, K.L.,
Bjorndal, K.A., Abreu-Grobois, F.A., Donnelly, M. (Eds.), Research and Management
Techniques for the Conservation of Sea Turtles. IUCN/SSC Marine Turtle Specialist
Group: No. 4, pp. 124–130.
Miller, J.D., Limpus, C.J., 2002. Ontogeny of marine turtle gonads. Biol. Sea Turtles II,
199–224. https://doi.org/10.1201/9781420040807.ch7.
Mitchell, T.S., Maciel, J.A., Janzen, F.J., 2015. Maternal effects influence phenotypes and
survival during early life stages in an aquatic turtle. Funct. Ecol. 29, 268–276.
https://doi.org/10.1111/1365-2435.12315.
Monsinjon, J., Jribi, I., Hamza, A., Ouerghi, A., Kaska, Y., Girondot, M., 2017. Embryonic
growth rate thermal reaction norm of Mediterranean Caretta caretta embryos from
two different thermal habitats, Turkey and Libya. Proc. R. Soc. B-Biological Sci. 16.
https://doi.org/10.2744/CCB-1269.1.
Mortimer, J.A., Carr, A.F., 1987. Reproduction and migrations of the Ascension Island
green turtle (Chelonia mydas). Copeia 1987, 103–113.
Mrosovsky, N., Pieau, C., 1991. Transitional range of temperature, pivotal temperatures
and thermosensitive stages for sex determination in reptiles. Amphibia-Reptilia 12,
169–179. https://doi.org/10.1163/156853891X00149.
Mrosovsky, N., Dutton, P.H., Whitmore, C.P., 1984. Sex ratios of two species of sea turtle
nesting in Suriname. Can. J. Zool. Can. Zool. 62, 2227–2239.
Mrosovsky, N., Kamel, S.J., Diez, C.E., van Dam, R.P., 2009. Methods of estimating
natural sex ratios of sea turtles from incubation temperatures and laboratory data.
Endanger. Species Res. 8, 147–155. https://doi.org/10.3354/esr00200.
Naro-Maciel, E., Le, M., FitzSimmons, N.N., Amato, G., 2008. Evolutionary relationships
of marine turtles: a molecular phylogeny based on nuclear and mitochondrial genes.
Mol. Phylogenet. Evol. 49, 659–662. https://doi.org/10.1016/j.ympev.2008.08.004.
Nelson, N.J., Thompson, M.B., Pledger, S., Keall, S.N., Daugherty, C.H., 2004. Do TSD, sex
ratios, and nest characteristics influence the vulnerability of tuatara to global
warming? Int. Congr. Ser. 1275, 250–257. https://doi.org/10.1016/j.ics.2004.08.
093.
Nelson, T.C., Groth, K.D., Sotherland, P.R., 2010. Maternal investment and nutrient use
affect phenotype of American alligator and domestic chicken hatchlings. Comp.
Biochem. Physiol. - A Mol. Integr. Physiol. 157, 19–27. https://doi.org/10.1016/j.
cbpa.2010.05.010.
Newton, J.R., Zenger, K.R., Jerry, D.R., 2013. Next-generation transcriptome profiling
reveals insights into genetic factors contributing to growth differences and tem-
perature adaptation in Australian populations of barramundi (Lates calcarifer). Mar.
Genomics 11, 45–52. https://doi.org/10.1016/j.margen.2013.07.002.
Parmesan, C., 2006. Ecological and evolutionary responses to recent climate change.
Annu. Rev. Ecol. Evol. Syst. 37, 637–669. https://doi.org/10.1146/annurev.ecolsys.
37.091305.110100.
Parmesan, C., Yohe, G., 2003. A globally coherent fingerprint of climate change impacts
across natural systems. Nature 421, 37–42. https://doi.org/10.1038/nature01286.
Patrício, A.R., Marques, A., Barbosa, C., Broderick, A.C., Godley, B., Hawkes, L., Rebelo,
R., Regalla, A., Catry, P., 2017. Balanced primary sex ratios and resilience to climate
change in a major sea turtle population. Mar. Ecol. Prog. Ser. 577, 189–203. https://
doi.org/10.3354/meps12242.
Poloczanska, E.S., Brown, C.J., Sydeman, W.J., Kiessling, W., Schoeman, D.S., Moore,
P.J., Brander, K., Bruno, J.F., Buckley, L.B., Burrows, M.T., Duarte, C.M., Halpern,
B.S., Holding, J., Kappel, C.V., O'Connor, M.I., Pandolfi, J.M., Parmesan, C., Schwing,
F., Thompson, S.A., Richardson, A.J., 2013. Global imprint of climate change on
marine life. Nat. Clim. Chang. 3, 919–925. https://doi.org/10.1038/nclimate1958.
R Core Team, 2017. R: A Language and Environment for Statistical Computing.
Refsnider, J.M., Janzen, F.J., 2016. Temperature-dependent sex determination under
rapid anthropogenic environmental change: evolution at a turtle's pace? J. Hered.
107, 61–70. https://doi.org/10.1093/jhered/esv053.
Riquelme, N.A., Díaz-Páez, H., Ortiz, J.C., 2016. Thermal tolerance in the Andean toad
Rhinella spinulosa (Anura: Bufonidae) at three sites located along a latitudinal gra-
dient in Chile. J. Therm. Biol. 60, 237–245. https://doi.org/10.1016/j.jtherbio.2016.
07.019.
Roberts, M.A., Schwartz, T.S., Karl, S.A., 2004. Global population genetic structure and
male-mediated gene flow in the Green Sea turtle (Chelonia mydas): analysis of mi-
crosatellite loci. Genetics 166, 1857–1870. https://doi.org/10.1534/genetics.166.4.
1857.
Rosenzweig, C., Karoly, D., Vicarelli, M., Neofotis, P., Wu, Q., Casassa, G., Menzel, A.,
Root, T.L., Estrella, N., Seguin, B., Tryjanowski, P., Liu, C., Rawlins, S., Imeson, A.,
2008. Attributing physical and biological impacts to anthropogenic climate change.
Nature 453, 353–357. https://doi.org/10.1038/nature06937.
Scheffers, B.R., De Meester, L., Bridge, T.C.L., Hoffmann, A.A., Pandolfi, J.M., Corlett,
R.T., Butchart, S.H.M., Pearce-Kelly, P., Kovacs, K.M., Dudgeon, D., Pacifici, M.,
Rondinini, C., Foden, W.B., Martin, T.G., Mora, C., Bickford, D., Watson, J.E.M.,
2016. The broad footprint of climate change from genes to biomes to people. Science
354, aaf7671. https://doi.org/10.1126/science.aaf7671.
Seminoff, J.A., 2004. Chelonia mydas. The IUCN Red List of Threatened Species 2004.
(doi:4615A11037468).
Shine, R., 1999. Why is sex determined by nest temperature in many reptiles? Trends
Ecol. Evol. 14, 186–189. https://doi.org/10.1016/S0169-5347(98)01575-4.
Spotila, J.R., Standora, E.A., Morreale, S.J., Ruiz, G.J., 1987. Temperature dependent sex
determination in the green turtle (Chelonia mydas): effects on the sex ratio on a
natural Nesting Beach. Herpetologica 43, 74–81 (doi:3892439).
Stancyk, S.E., Ross, J.P., 1978. An analysis of sand from green turtle nesting beaches on
Ascension Island. Copeia 1978, 93–99. https://doi.org/10.2307/1443827.
Stiebens, V.A., Merino, S.E., Roder, C., Chain, F.J.J., Lee, P.L.M., Eizaguirre, C., 2013.
Living on the edge: how philopatry maintains adaptive potential. Proc. R. Soc. B Biol.
Sci. 280, 20130305. https://doi.org/10.1098/rspb.2013.0305.
Stubbs, J.L., Mitchell, N.J., 2018. The influence of temperature on embryonic respiration,
growth, and sex determination in a Western Australian population of green turtles
(Chelonia mydas). Physiol. Biochem. Zool. 91, 1102–1114. https://doi.org/10.1086/
700433.
Stubbs, J.L., Kearney, M.R., Whiting, S.D., Mitchell, N.J., 2014. Models of primary sex
D. Tilley, et al. Journal of Experimental Marine Biology and Ecology 514–515 (2019) 110–117
116
ratios at a major flatback turtle rookery show an anomalous masculinising trend.
Clim. Chang. Responses 1, 3. https://doi.org/10.1186/s40665-014-0003-3.
Warner, D.A., Shine, R., 2008. Maternal nest-site choice in a lizard with temperature-
dependent sex determination. Anim. Behav. 75, 861–870. https://doi.org/10.1016/j.
anbehav.2007.07.007.
Weber, S.B., Broderick, A.C., Groothuis, T.G.G., Ellick, J., Godley, B.J., Blount, J.D., 2012.
Fine-scale thermal adaptation in a green turtle nesting population. Proc. R. Soc. B
Biol. Sci. 279, 1077–1084. https://doi.org/10.1098/rspb.2011.1238.
Weber, S.B., Weber, N., Ellick, J., Avery, A., Frauenstein, R., Godley, B.J., Sim, J.,
Williams, N., Broderick, A.C., 2014. Recovery of the South Atlantic's largest green
turtle nesting population. Biodivers. Conserv. 23, 3005–3018. https://doi.org/10.
1007/s10531-014-0759-6.
Weishampel, J.F., Bagley, D.A., Ehrhart, L.M., Weishampel, A.C., 2010. Nesting phenol-
ogies of two sympatric sea turtle species related to sea surface temperatures.
Endanger. Species Res. 12, 41–47. https://doi.org/10.3354/esr00290.
Work, T.M., Balazs, G.H., 2013. A simple humane method to euthanize a sea turtle. Mar.
Turt. Newsl. 136, 5–6.
Xia, Z.-R., Li, P.-P., Gu, H.-X., Fong, J.J., Zhao, E.-M., 2011. Evaluating noninvasive
methods of sex identification in Green Sea turtle (Chelonia mydas) hatchlings.
Chelonian Conserv. Biol. 10, 117–123. https://doi.org/10.2744/CCB-0852.1.
Xiankui, Q., Chuankuan, W., 2018. Acclimation and adaptation of leaf photosynthesis,
respiration and phenology to climate change: a 30-year Larix gmelinii common-
garden experiment. For. Ecol. Manag. 411, 166–175. https://doi.org/10.1016/j.
foreco.2018.01.024.
Yntema, C.L., Mrosovsky, N., 1980. Sexual differentiation in hatchling loggerheads
(Caretta caretta) incubated at different controlled temperatures. Herpetologica 36,
33–36.
Yntema, C.L., Mrosovsky, N., 1982. Critical periods and pivotal temperatures for sexual
differentiation in loggerhead sea turtles. Can. J. Zool. 60, 1012–1016. https://doi.
org/10.1139/z82-141.
D. Tilley, et al. Journal of Experimental Marine Biology and Ecology 514–515 (2019) 110–117
117
